of the donor (green) and acceptor intensity (red, upper graphs), total intensity ( = + where γ is the detection correction factor, black, middle graphs) and FRET efficiency (blue, lower graphs) of the G193C-G309C, G193C-G309C N39A and G193C-G309C N435A Sti1 mutants in the absence and presence of Hsp70, Hsp90 and/or Hsp70 and Hsp90. The leftmost column represents molecules that do not show any conformational changes during the measurement. In the next column are representative spFRET traces for the different Sti1 mutant in the absence of Hsps. The middle column shows spFRET traces in the presence of 25 µM Hsp70. The fourth column show spFRET traces measured in the presence of 10 µM Hsp90 and, in the last column, spFRET traces in the presence of 25 µM Hsp70 and 10 µM Hsp90 are shown. A dynamic FRET signal is detectable in a significant fraction of the measured molecules. The fluctuations in the donor and acceptor fluorescence intensities indicate changes in the FRET efficiency due to movement of Sti1 between different conformations. For some of the traces, the donor fluorophore photobleached before the acceptor molecule and the total intensity dropped to background levels. 
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